ABSTRACT. Since few studies have been published investigating plasma amino acid abnormalities in calves with illnesses, the aim of this study was to examine plasma amino acid abnormalities in calves with diarrhea. Forty-three Holstein calves aged 10.9 ± 5.6 days old were used for this study. Thirty-one of the 43 calves exhibited clinical signs of diarrhea without severe acidemia. The other 12 healthy calves were used as the control. Concentrations of plasma essential amino acids, non-essential amino acids, branched-chain amino acids, glucogenic amino acids, and ketogenic amino acids in diarrheic calves with hypoaminoacidemia were significantly lower than those in healthy calves. No significant differences were observed between diarrheic calves with normoaminoacidemia and healthy calves when looking at these parameters.
doi: 10.1292/jvms. initially housed in individual calf hutches. Normally, all calves were given two feedings of milk at a rate of 5% of body weight per feeding in the morning (5:00 a.m.-7:00 a.m.) and the afternoon (5:00 p.m.-8:00 p.m.). No calves in this study exhibited anorexia. The calves also had ad libitum access to hay and water. Concentrate feeding was not allowed during the study.
Blood collection from all calves was conducted between January and March of 2016. Blood collections were done at least 3 hr after providing the calves with milk. Venous blood samples were collected by jugular venipuncture from all calves upon the first medical examination. Non-heparinized blood samples were stored in EDTA-2K coated vacuumed tubes and plain tubes and then centrifuged for 15 min at 3,000 g. using a standardized procedure to harvest plasma and serum. Free amino acid concentrations in plasma were measured by high-performance liquid chromatography (HPLC) using a commercial amino acid analysis kit (EZ: faast, Shimadzu, Kyoto, Japan) and an automated amino acid analysis system (Shimadzu Prominence and LCMS-2020, Shimadzu). Amino acid measurements were taken at the same time and in the same laboratory. In the serum biochemical analysis, total cholesterol was measured using enzyme methods with the DRI-CHEM 3500V (FUJIFILM Corp., Tokyo, Japan). Serum total protein concentrations were measured using the Biuret and Bromocresol Green methods. Heparinized blood samples were analyzed for blood pH, base excess (BE), and glucose concentrations using an automatic gas analyzer (i-STAT 1, Abbott Lab, Princeton, IL, U.S.A.) and i-STAT cartridge (i-STAT EC8 + Cartridge, Abbott Lab).
All detectable amino acids and their abbreviations are listed in Table 1 . We calculated essential amino acid (EAA: Thr + Val + Met + Ile + Leu + Phe + His + Lys + Arg + Trp), non-essential amino acid (NEAA: Ser + Glu + Asp + Gln + Asn + Pro + Gly + Ala + Cys-Cys + Tyr), TAA (EAA + NEAA), glucogenic amino acid (GAA; Thr + Val + Met + His + Arg + Ser + Glu + Gly + Ala + Pro + Asp + Asn + Gln + Cys-Cys), ketogenic amino acid (KAA; Leu + Lys) and BCAA (Val + Ile + Leu) levels. Statistical analysis was performed using Excel Toukei 2010 (SSRI, Osaka, Japan). The data were summarized and described as mean ± standard deviation (SD). After confirming that plasma TAA concentrations in healthy calves were normally distributed, a mean ± SD of 1.96 was set as the reference value for normal plasma TAA concentrations with a 95% confidence interval. The Steel-Dwass test was employed for comparison among groups. The significance level was P<0.05.
The reference range for plasma TAA concentrations in healthy calves was 2,089. , and threonine (P<0.01) levels in calves with hypoaminoacidemia compared with healthy calves. There were no significant differences between calves with hypoaminoacidemia and controls in the levels of the 8 remaining amino acids.
There were no significant differences in serum total cholesterol (61.5 ± 15.0 mg/dl) or total protein (5.6 ± 0.7 g/dl) levels in calves with hypoaminoacidemia compared to calves with normoaminoacidemia (total cholesterol: 56.9 ± 21.8 mg/dl, total protein: 5.8 ± 0.8 g/dl) and healthy calves (total cholesterol: 58.4 ± 17.8 mg/dl, total protein: 5.7 ± 0.5 g/dl). However, blood glucose concentrations in calves with hypoaminoacidemia (75.0 ± 8.1 g/dl) were significantly lower than those in calves with normoaminoacidemia (98.2 ± 19.1 g/dl, P<0.01) and in healthy calves (105.2 ± 13.0 g/dl, P<0.01) ( Table 2) .
Essential amino acids are primarily responsible for the amino acid-induced stimulation of muscle protein anabolism in the elderly [25] . Plasma EAA concentration was reported to be more important than intracellular EAA concentration for protein synthesis [3, 7] . Increased plasma EAA concentrations result in increased protein synthesis in human muscle [6] . Leucine is a BCAA that plays an important role in protein synthesis via the mammalian target of the rapamycin (mTOR) signaling pathway [16] . In addition, BCAAs inhibit protein degradation and are important nutrient signals that act through direct and indirect effects [9, 18] . Glucose produced in the liver during fasting is converted to pyruvate in skeletal muscle, transaminated with amino nitrogen derived from BCAAs to produce alanine, and then converted back to glucose in the liver by gluconeogenesis (dextrose-alanine-BCAA cycle) [21] . When the availability of glucose in the body is insufficient, animals require gluconeogenesis to produce glucose, and gluconeogenesis from GAA has been suggested to be quantitatively important. Blood glucose concentrations in hypoaminoacidemic calves were significantly lower than those in calves with normoaminoacidemia and in healthy calves in this study. Diarrhea leads to decreases in the absorption not only of carbohydrates but also of lipids and amino acids in calves [5] . One potential association between hypoaminoacidemia and decreases in blood glucose concentrations is that diarrheic calves with hypoaminoacidemia cannot maintain gluconeogenesis due to deficiencies in glucose and amino acids. Trefz et al. [23] demonstrated that hypoglycemia was not easily diagnosed based on clinical signs but should be suspected in calves with clinical evidence of septicemia, hypothermia, acute abdominal emergencies, and history or clinical evidence of malnutrition. Indeed, diagnosis based on clinical signs in diarrheic calves with hypoaminoacidemia was also difficult in this study.
No significant differences were observed in this study in the concentrations of plasma TAA, EAA, NEAA, GAA, KAA, and BCAA between calves with normoaminoacidemia and healthy calves. However, plasma concentrations of cystine (P<0.01), histidine (P<0.05), methionine (P<0.05), glutamine (P<0.01), and arginine (P<0.01) were significantly lower in calves with normoaminoacidemia than in healthy calves. The limiting amino acid causes inefficient nitrogen utilization [11] , and it becomes easily depleted in the body. Methionine, lysine, and threonine are often considered the limiting amino acids in calves [26] . In addition, the efficiency of arginine and cysteine utilization in calves was high, at 90.0 and 74.0%, respectively [10] . In calves with diarrhea, amino acids with a low basal level and high utilization in the body may be preferentially depleted. As another explanation, these amino acid variations may have been caused by diarrhea. C. parvum is one of the more commonly isolated gastrointestinal pathogens in dairy and beef calves, and it is associated with mucosal inflammation [14] . A previous study demonstrated that plasma histidine concentrations are lower in the presence of intestinal inflammatory disorders [13] . Oxidative stress is one of the major factors impairing the integrity of the gastrointestinal tract barrier and increases intestinal permeability [15] . Cystine and methionine are most susceptible to oxidative changes due to the high reactivity of their sulfhydryl groups [29] . Furthermore, the intestines require a large amount of energy for repair and replication of the mucosal barriers. Arginine and glutamine are well-known energy sources for enterocytes [27] . Therefore, these amino acid variations may be specific to calves with diarrhea, especially those with intestinal mucosal injury. Plasma concentrations of aspartic acid (P<0.01) and glutamic acid (P<0.05), on the other hand, were significantly higher in calves with normoaminoacidemia than in healthy calves. It is well known that histidine, glutamine, and arginine can be converted to glutamic acid via specific pathways [20, 22, 28] . In addition, high aspartate aminotransferase (AST) and alanine aminotransferase (ALT) activity in the intestinal mucosa was confirmed [20] . In this study, variations in aspartic and glutamic acid in diarrheic calves with normoaminoacidemia could be explained by the fact that degradation of histidine, glutamine, and arginine is accelerated in the intestines in the presence of diarrhea, and then the resulting glutamic acid is converted to alpha-ketoglutarate, alanine, or aspartic acid by AST and ALT. However, there were no significant differences between calves with hypoaminoacidemia and controls in the levels of aspartic and glutamic acids. The presence of NEB causes decreases in plasma glucogenic amino acids in dairy cattle, including aspartic and glutamic amino acids [12] . In this study, in diarrheic calves with normoaminoacidemia, aspartic acid and glutamic acid levels increased due to the activation of gluconeogenesis by AST and ALT. Because diarrheic calves with hypoaminoacidemia cannot maintain gluconeogenesis due to the diarrhea-induced severe malabsorption of nutrients in the intestinal tract, it seems that plasma aspartic acid and glutamic acid decreased. Our hypothesis is that the first reaction seen in some amino acid abnormalities in diarrheic calves is associated with intestinal damage, and then NEB associated with malabsorption of nutrients causes further systemic amino acid abnormalities. In this study, plasma concentrations of phenylalanine (P<0.05), isoleucine (P<0.05), asparagine (P<0.01), proline (P<0.01), and serine (P<0.01) were significantly lower in calves with hypoaminoacidemia than those in calves with normoaminoacidemia. These data may support our hypothesis.
To the best of our knowledge, clinical cases of hypoaminoacidemia in livestock, including calves, have not been reported. The amino acid profiles of diarrheic calves with normoaminoacidemia and hypoaminoacidemia aid in our understanding of which amino acids are preferentially depleted due to intestinal damage and NEB. Hypoaminoacidemia in diarrheic calves can be caused by many factors such as age of onset, differences in pathogens present, severity of disease, duration of disease, and disease management. Cases of normoaminoacidemia in diarrheic calves could shift to hypoaminoacidemia if these factors are altered. Our results indicate that it may be necessary to add amino acids as energy supplementation in diarrheic calves.
CONFLICTS OF INTEREST. The authors have no conflicts of interest directly relevant to the content of this article.
